While the binding of biotin by streptavidin does not appear to be cooperative in the traditional sense of altered binding strength, it has been suggested that it may be cooperative in terms of differential structural changes in the protein. In this work we present intrinsic tryptophan fluorescence data as evidence of a cooperative structural change. The technique involves examination of the differences in fluorescence emission corresponding to distinct tryptophan populations accompanying protein-ligand binding. Specifically we note that the 335 nm emission population (i.e. more hydrophobic) saturates prior to the saturation of the 350 nm emission population commonly used in the standard binding activity assay. We also note that the wavelength of maximum emission, total integrated fluorescence emission and full width at half maximum during the titration of ligand into streptavidin also reach saturation before the expected 4:1 stoichiometric end point. This suggests that the binding of the first 3 biotins effect greater structural changes in the protein than the final ligand.
Introduction
Traditional definitions of cooperativity involve multiple binding sites where the binding of a ligand to the first site increases the affinity of subsequent ligands as measured by equilibrium binding constants. While one can create models to explain cooperativity without allosteric changes within the quaternary structure of a multimeric protein, allosterism often provides the structural basis of cooperativity. The reverse is not necessarily the case, however, as ligand binding may induce structural rearrangements across subunits without changing the intrinsic binding affinity.
When measuring binding affinity, one often follows an intrinsic signal from either the protein or the ligand to monitor binding. If the signal change is directly proportional to fraction of ligand bound it is straightforward to build binding models to fit equilibrium binding constants and cooperativity values [1] . The validity of the proportionality of signal change to fraction of ligand bound may be verified by a general method of analysis where equilibrium binding events are considered [2] . When the association constant is high enough, the binding is essentially stoichiometric and cannot be handled in that manner. Those binding plots of saturation vs. [ligand] are generally biphasic linear plots and cannot be used to determine binding affinity.
In the case of the specific binding of biotin (vitamin H) to streptavidin and the analogous animal protein, avidin, the affinity is essentially stoichiometric. Due to this high affinity interaction, these proteins have been the focus of much study and have been used in the development of a wide range of biotechnology and biomedical techniques. The tetrameric protein is known to be quite stable with respect to heat and chemical denaturants [3] [4] [5] [6] , with a T m greater than 75°C in the absence of denaturant [4, 7] . Further, it has been shown that this structural stability is significantly enhanced upon the binding of biotin [4] . Structural studies of apo-and holo-streptavidin indicate that some of this added stability can be attributed to the movement of W120 across the dimer-dimer waistline, from one subunit into the binding pocket of a neighboring subunit upon binding of biotin [6, 8] . A few studies have provided evidence that there is a general tightening of the structure upon binding [6, 9, 10] . While the binding constants for biotin and some analogs with streptavidin have been measured, and there are x-ray structures for some of these complexes, there has been some ongoing discussion of the binding cooperativity, or lack thereof. Sano and Cantor originally proposed that the binding of biotin to streptavidin was cooperative, based on observations from electrophoretic mobility in the presence and absence of urea [11] . Later Jones and Kurzban came to the opposite conclusion based on chromatographic separation of streptavidin-biotin complexes formed by the equilibrium exchange of biotin between apo-and holo-streptavidin [12] . The data of Jones and Kurzban suggest that there is little, if any, difference in the affinity for the four binding sites in streptavidin [12] . However, since the binding is effectively stoichiometric, measurement of differences in affinity would be very hard to discern. Hyre et al. showed that hydrogen bonding between S45 and D128 with biotin is cooperative through calorimetry and x-ray diffraction [13] . It has also been suggested that biotin binding to streptavidin is positively cooperative, though, perhaps not in the classical sense where binding affinity is altered [6, 9] . This recent evidence indicates that the binding affinity itself may not be cooperative, but that the binding events are accompanied by cooperative structural changes of the tetramer [6, 9] . We shall henceforth refer to this as "cooperative allosterism."
The streptavidin gene codes for a 159 residue subunit, though natural proteolysis can cleave residues 1-14 and 139-159 from the full length streptavidin, leading to 'core' streptavidin [14, 15] . Both full length and core streptavidin contain 6 tryptophan residues per subunit, which serve as structural probes of the protein conformation via intrinsic fluorescence. Upon excitation at 280 nm, the tryptophans in streptavidin exhibit an emission maximum at 333-335 nm [16, 17] , indicating that they are relatively inaccessible to solvent (i.e. a more hydrophobic environment). At this excitation wavelength there is also excitation of intrinsic fluorescence of tyrosine (λ em,max =303 nm), which will be addressed later in this work. Upon saturation with biotin a fluorescence blue shift of 4-5 nm accompanied by a 25-39% decrease in intensity at 350 nm has been reported [6, 17] . Upon unfolding, however, this emission red shifts to 350 nm as the tryptophan residues are fully exposed to the aqueous solvent [7, 16] . Others have shown that monitoring fluorescence intensity at 350 nm as a function of biotin added provides an assay for the binding of biotin to avidin [18, 19] . Monitoring this binding event should be independent of the wavelength used if the signal change originates from the local vicinity of the binding pocket where each binding event may be viewed as identical and independent.
Materials and methods

Materials
Streptavidin (SA 10) was obtained from Prozyme (San Leandro, CA) and used without further purification. This source was chosen due to the high degree of homogeneity and lot-to-lot consistency [7] . Protein stock solutions were prepared at roughly 3-6 mg/mL in 10 mM triethanolamine (TEA) at a pH 7.3 (titrated with HCl). Streptavidin concentration was determined using A 280 with ε mg mL 280 1 / = 3.2 cm −1 [20] .
Type I, 18 MΩ water was used to prepare all solutions. D-biotin was obtained from Fluka (Buchs, Switzerland) and Sigma (St. Louis, MO) and also dissolved in the 10 mM TEA buffer at pH 7.3.
Fluorescence spectroscopy
A Photon Technology International (PTI, Lawrenceville, NJ) QuantaMaster Dual-Emission Spectrofluorimeter with a thermostatted single sample cell was used for all fluorescence analyses. Excitation illumination at 280-290 nm was provided by a 75 W output power Xenon arc lamp. Bandpasses were 2 nm and 8 nm for excitation and emission, respectively. Photomultiplier tube (PMT) voltages were 980-1000 V. Upon each addition of protein or ligand to the solution a 2 min equilibration period was allowed. Samples were subjected to constant stirring.
In all cases the excitation shutter was closed between readings to avoid photobleaching. In timebased experiments where multiple emission wavelengths were examined, all emission wavelengths were examined on each instrument channel. Fluorescence emission intensity was corrected for background emission and dilution of streptavidin.
A nominal Streptavidin concentration of 0.8-1 μM provided emission maxima of approximately 1.5-3 × 10 6 counts/s, well under the 3.7 × 10 6 signal saturation point of the instrument. A standard 1 cm path length quartz cuvette was used for all experiments. Starting with a 2 mL volume of protein and titrating in 6 µL aliquots of 83-104 µM biotin solution. Concentration of biotin solutions was determined using the standard 350 nm emission titration curve [18, 19] .
Results
Fluorescence emission spectra
Emission scans were recorded for apo-streptavidin and again after the addition of 0.09-0.1 mM biotin aliquots. Emission spectra for apostreptavidin, holo-streptavidin and approximately half saturated streptavidin are shown in Fig. 1 .
Consistent with previous work, there is a blue shift as well as a quenching of fluorescence intensity upon binding of biotin [6, 17] . In this work, we find that the emission maximum blue shifts by 7-8 nm, from 335 nm to 327 nm and that the decrease in intensity is 30%, based on total integrated intensity. Consistent with Kurzban et al. we also observe a decrease in the full width at half maximum (FWHM), from approximately 57 to 50 nm, consistent with the apparent sharpening of the emission peak [17] .
Emission scan titrations
In another set of experiments the emission was scanned from 328 to 337 nm on one channel and 346-355 nm on the second channel (0.5 nm/pt with 1 s integration time). The data from the first channel was fit to a single Gaussian function to determine the apparent wavelength of maximum emission. Plotting λ em,max vs.
[biotin]: [SA] ratio shows a similar titration curve to those shown in Fig. 2 . As shown in Table 1 the apparent crossing point for these occurs at a [biotin]: [SA] ratio of 3.64 ± 0.16, which is 9 ± 4% lower than the 4:1 stoichiometric ratio observed for the 350 nm emission saturation.
In an additional set of experiments the excitation wavelength was set to 280 nm while the emission wavelength was scanned from 290 to 470 nm (0.5 s/pt). Data were then integrated using Origin 6.0 software, obtaining the total integrated intensity, full width at half maximum (FWHM) and height of the emission peak. These variables were then plotted as a function of [SA] ratio of 3.82 ± 0.12, or 5 ± 3% lower. These data are summarized in Table 1 . 
Dual wavelength emission titrations
To more efficiently follow the fluorescence titration of streptavidin with biotin, we collected emission at 335 nm and 350 nm with 4 s signal averaging. Because the two emission channels might have differing sensitivity and dark currents, 335 nm and 350 nm data were collected on each channel at each point in the titration. As seen in Fig. 2 there is clearly a break in the emission of both wavelengths (λ ex =280 nm) near the 4:1 stoichiometric ratio of biotin to streptavidin. The decay of both the 335 and 350 nm data is nearly linear, though the 335 nm data exhibits a small degree of nonlinearity, especially at lower biotin to streptavidin ratios. Also apparent in Fig. 2 is the difference in the slopes for the 335 nm and 350 nm emission data. The 350 nm emission slope is 1.5 times that of the 335 nm. The standard error and the standard deviation among slopes of multiple trials suggests an uncertainty of 4-8%.
When performing linear regression of the data, the points closest to the apparent signal saturation (highlighted on Fig. 2 ) were omitted to reduce potential bias near the equivalence point. However, these points are included on the plots and are seen to fall along the pre or postsaturation regression lines.
Using the breakpoint of the 350 nm emission as the 4:1 stoichiometric ratio [21] , the 335 nm emission is consistently found to saturate earlier. The results of replicate measurements are shown in Table 2 , showing the 335 nm emission signal saturating 6 ± 4% lower than the 4:1 ratio. This is consistent with the idea that distinct ensembles of tryptophan residues behave differently based on the level of ligand saturation.
Similar data were also collected with excitation at 290 nm. At 280 nm excitation there is significant absorption of radiation by tyrosine residues, as well as tryptophan [22] . Shifting the excitation wavelength to 290 nm eliminates the contribution of tyrosine fluorescence (λ em =303 nm) [22] . As seen in Table 2 the saturation of the 335 nm signal is essentially unchanged by removal of tyrosine excitation (λ ex = 280 nm vs. 290 nm).
When excited at 290 nm vs. 280 nm the emission at λ em,max =327 nm saturates at a statistically (P=0.0010) lower ligand:protein ratio than the 335 nm emission (λ ex =280 nm). The emission at 327 nm (λ ex =280 nm) saturates at the same ligand to protein ratio as the emission at 335 nm (λ ex =280 and 290 nm). The largest discrepancy in the observed breakpoint is found for λ ex =290 nm and λ em =327 and 350 nm.
Photobleaching and quenching
To insure that the fluorescence changes observed were not an artifact of photobleaching, we carefully examined the fluorescence intensity as a function of illumination time for both apo-and holostreptavidin. After 10 min of 280 nm illumination there was a 3.1 ± 1.0% decrease in the fluorescence intensity at 335 and 350 nm. After 10 min in the dark the initial fluorescence intensity was recovered. In another experiment a streptavidin solution was exposed to 280 nm excitation for 5 s then left in the dark for 4 min, similar to our fluorescence titration conditions (i.e. 2 min equilibration times). After a cumulative light exposure of 10 min there was no net loss of fluorescence intensity.
In contrast to the 3% photobleaching observed for apo-streptavidin, saturation of the biotin binding sites of streptavidin was found to reduce the extent of photobleaching to 1.3 ± 0.5% decrease in signal after 10 min of constant illumination.
In addition to the effect of biotin binding on the photobleaching of streptavidin, there is also a quenching of the fluorescence signal. Addition of biotin to streptavidin (6.5 to 1 M ratio) led to a 25.3 ± 0.9% decrease in fluorescence intensity at 335 nm and a 37.2 ± 0.6% decrease in 350 nm intensity. Integration of the emission spectra for apo and holo-streptavidin showed a 30% decrease in total fluorescence intensity upon biotin saturation, similar to that reported by Kurzban et al. [17] .
Discussion
Fluorescence spectra
Qualitatively consistent with Kurzban et al. and Gonzalez et al. we observe a blue shift of the fluorescence emission upon biotin binding [6, 17] . Quantitatively they observed 4-5 nm shift, however we find a 7-8 nm blue shift of the emission maximum. We also see~30% decrease in total intensity, a 25% decrease in 335 nm emission and 37% decrease in 350 nm emission. Kurzban et al. also reported a narrowing of the spectral width from 53 to 46 nm, while the current work found a 57-50 nm change in the FWHM [17] .
The quenching of total fluorescence emission and the 7 nm decrease in FWHM upon biotin saturation are consistent between this work and that of Kurzban et al. [17] . However, we see enhancement of the blue shift in the emission maximum of 3 nm. Additionally, the FWHM we observed is 4 nm wider. This is likely due to differences between the full-length (WT) protein used by Kurzban et al. and the Prozyme streptavidin used here is more consistent with 'core' streptavidin (residues 13-139), as well as instrumental differences. Table 1 Observed break points in various streptavidin fluorescence parameters upon titration with biotin aliquots. Parameters taken directly from fits to emission fluorescence spectra and plotted as a function of ligand to protein concentration ratio. Uncertainties are estimated using the standard deviation (N = 6). 
Fluorescence titration
Intrinsic tryptophan fluorescence emission at 327 nm, 335 nm or 350 nm show essentially linear decreases as one moves from apo to holo-streptavidin. The 335 nm and 350 nm emission corresponds to tryptophans in more hydrophobic and more solvent exposed (i.e. hydrophilic) environments, respectively [22] . Analysis of the 350 nm vs. 327 nm or 335 nm emission clearly shows a different rate of change and a difference in the saturation of the signal quenching compared to the saturation of the protein with ligand. The standard fluorescence assay for biotin binding using intrinsic fluorescence, suggested by Green, as well as Lin and Kirsch, uses the saturation of the 350 nm emission signal [18, 19] .
In each subunit of streptavidin 4 of the 6 tryptophan residues (79, 92, 108, 120) are located in the binding site, interacting with biotin to differing extents [23] [24] [25] . Thus the observed changes in intrinsic tryptophan fluorescence are seen to accompany the binding of biotin. The early saturation of the more blue shifted tryptophan residues is consistent with the suggestions of previous work that biotin binding to streptavidin exemplifies cooperative allosterism (i.e. is positively cooperative, in a structural sense) [6, 9] . Relative to the standard measure of ligand saturation (i.e. emission at 350 nm), the more blue shifted residues reach their fluorescence saturation prior to the 4:1 stoichiometric binding. This is especially significant since the general trend is that the emission envelope of the entire tryptophan population blue shifts upon binding biotin.
The quench of the tryptophan emission suggests direct interaction of the residues with the biotin ligand (as shown in a number of x ray studies [23] [24] [25] ) and/or altered energy transfer between tryptophan and neighboring residues. When the excitation is shifted to 290 nm, effectively eliminating absorbance by tyrosine, the emission at λ em,max (327 nm) saturates at an even lower ligand to protein ratio. This is consistent with tyrosine fluorescence contributing in a significant manner to the more blue shifted fluorescence, which makes sense given the λ em,max of 303 nm for tyrosine.
The blueshift of the tryptophan fluorescence is consistent with the ensemble of residues shifting to a more hydrophobic environment. This may be due to alteration of their proximity to the more hydrophobic residues and/or to the proximity of the more hydrophobic central region of the biotin molecule.
Photobleaching
Photobleaching is minimal under the experimental conditions used. Also, since most photobleaching is thought to occur via generation of diffusible reactive singlet oxygen by UV photons [22] , the photosensitivity of the tryptophans would be expected to depend on their solvent accessibility. The observation that photobleaching is less extensive in holo-vs. apo-streptavidin is consistent with a tightening of the structure, as indicated by lower tryptophan solvent accessibility upon binding of biotin [6, 9, 10] . Fig. 3 presents a schematic model for biotin binding to streptavidin based on cooperative allosterism, exemplified by inducement of a structural change that varies with extent of binding. Previous studies provided evidence that the binding of biotin induces structural changes consistent with the Koshland, Nemethy and Filmer (KNF) sequential model of allosterism [6, 26] . Here we treat the situation where streptavidin acts as a dimer of dimers. This is in keeping with prior structural studies, where the binding of biotin leads to a structural change that causes W120 from an adjacent subunit to move into the biotin pocket, across the dimer-dimer interface [16, 19, 24] . Upon binding the first biotin, the structure of two subunits across the dimer-dimer interface are affected. The next ligand could bind to any of the three remaining sites, where two of these three are in their native (i.e. apo-) structural state (i.e. unaffected by biotin binding in that subunit, or one adjacent to it across the dimer-dimer interface). If there is no difference in binding affinity between the three available sites, consistent with previous studies [9, 12] , then the lower route of Fig. 3 is statistically favored. Fairhead et al. showed in a recent work that the lower route is more stable, based on their design of streptavidin mutants with one or more 'dead' (i.e. non-biotin binding) subunits [27] . This means the most significant structural changes to the tetramer likely occur during the first two binding events. In cases where the second biotin binds directly across the dimer-dimer interface, the second binding results in a structural change affecting the overall structure and structural stability to a lesser extent, but the third binding would then involve a more significant change across the opposite side of the molecule. In any case the final binding event would lead to the least substantial overall structural change, which is consistent with the early saturation of the 335 nm and 327 nm emission, as well as other key fluorescence parameters (total integrated emission intensity, wavelength of maximum emission and FWHM) compared to the 350 nm emission. Fig. 3 . Proposed model for structurally cooperative biotin (x) binding to a Streptavidin tetramer, where ellipses represent subunits unaffected by ligand induced structural change. Although both the upper and lower routes are possible, the lower route is the statistically favored path.
Conclusion
Proposed binding model
